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▼In order to detect recombinant plasmids rapidly, we have
developed the following procedure. It is similar in princi-
ple to the rapid disruption protocol described by Sambrook
et al. (Ref. 1) which involves four separate solutions, three
mixing steps and an incubation at 70◦C. By contrast, our
protocol involves just a single solution, one mixing step
and incubation at the much more convenient temperature
of 37◦C.
Protocol
1. Transfer the equivalent of a 1 mm diameter colony
into 100 µl of pre-warmed lysis buffer (5 mM EDTA,
10% w/v sucrose, 0.25% w/v SDS, 100 mM NaOH, 60
mM KCl, 0.05% w/v bromophenyl blue).
2. Incubate at 37◦C for 5 min.
3. Place on ice for 5 min.
4. Spin in a microfuge for 1 min.
5. Load 20 µl onto an agarose gel.
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We developed this procedure in order to identify intra-
plasmid homologous recombination in which only about
1%of colonies contained a recombinant plasmid. The result
of such an experiment is shown (Fig. 1).
Other features of the procedure include: (1) lysis buffer
can be frozen in 100 µl ‘ready to use’ aliquots; (2) rather
than using a 37◦C water bath, racked samples can be placed
in an incubator or hot room; (3) rather than placing the
samples on ice, they can be left in a refrigerator or cold
room; (4) plasmid DNA can be recovered from the remain-
ing sample by phenol extraction/DNA precipitation; (5) de-
pending on the resolution required, the agarose gel can be
pre-stained; (6) the procedure can also be used to detect
recombinant plasmids in cloning experiments.
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FIGURE 1. Rapid detection of recombinant plasmids. Samples were treated as described in the text and then run on a 20 cm, 0.7% agarose gel at 300 V
for 50 min. The gel was stained in 0.5 µg/ml ethidium bromide and destained in water. The recombinant plasmids (10.3 kb) can be seen in lanes 4 and 12,
the other lanes contain native plasmid (12.4 kb).
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